significant effect (see Supplemental Figure S3B ). Similarly, the MEK inhibitor U0126 blocked NMDA-stimulated CREB phosphorylation at 10 min post-stimulation, of the NMDA-receptor subtype. To elucidate the mechanisms underlying the activation of NMDA-responsive while KN62, a CaM kinase inhibitor, had no effect (see Supplemental Figure S3C We next examined whether Ser301 phosphorylation contributes to the regulation of CBP function. NMDA NMDA stimulated both coactivators in hippocampal neurons, but the CBP fusion protein was considerably stimulation of GalCBP was significantly reduced in the presence the Ser301Ala mutation ( Figure 6A ). Dominantmore responsive ( Figure 3B ). In the presence of NMDA, dominant-negative CaMKIV specifically decreased negative CaMKIV did not significantly reduce the activity of GalCBP Ser301Ala, however, suggesting that CaMKIV GalCBP-, but not Galp300-mediated transcription. Although CBP and p300 are widely believed to be interregulates CBP by directly phosphorylating Ser301. Con- CBP by growth factors allowed the recruitment of c-jun Chromatin Immunoprecipitation 1 ϫ 10 7 neocortical neurons were preincubated 1-2 hr in Tyrodes We thank E. Krebs for MEK1a mutants, R. Kwok and S. Poser for buffer, treated as described in the figure legends, and fixed with valuable discussions and assistance, and D. Brickey for assistance 2% formaldehyde in PBS (pH 7.5) for 2 min at room temperature.
with CaMKIV assays. This work was funded by research grants from The fixation was terminated by three washes with ice cold PBS, and the National Institutes of Health, the American Heart Association, the cells were scraped into 2 mls of ice cold ChIP buffer ( Histone acetyltransferase activity of CBP is controlled by cycle-dependent kinases and oncoprotein E1A. Nature relative to the transcriptional start site): forward Ϫ208 to Ϫ235; reverse Ϫ2 to Ϫ27; forward Ϫ439 to Ϫ450; reverse Ϫ657 to Ϫ678).
396, 184-186.
